In this work, we demonstrated proof-of-concept for the use of ion-selective electrodes (ISEs) as a promising tool for the assessment of total antioxidant capacity (TAC). Novel membrane sensors for 2,6-dichlorophenolindophenolate (DCPIP) ions were prepared and characterized. The sensors membranes were based on the use of either Cu II -neocuproin/2,6-dichlorophenolindo-phenolate ([Cu(Neocup) 2 ][DCPIP] 2 ) (sensor I), or methylene blue/2,6-dichlorophenolindophenolate (MB/DCPIP) (sensor II) ion association complexes in a plasticized PVC matrix. The sensors revealed significantly enhanced response towards DCPIP ions over the concentration range 5.13 × 10 −5 -1.0 × 10 −2 and 5.15 × 10 −5 -1.0 × 10 −2 M at pH 7 with detection limits of 6.3 and 9.2 µg/mL with near-Nernstian slope of −56.2 ± 1.7 and −51.6 ± 2 mV/decade for sensors I and II, respectively. The effects of plasticizers and various foreign common ions were also tested. The sensors showed enhanced selectivity towards DCPIP over many other phenolic and inorganic ions. Long life span, high potential stability, high reproducibility, and fast response were also observed. Method validation was also verified by measuring the detection limit, linearity range, accuracy, precision, repeatability and between-day-variability. The sensors were introduced for direct determination of TAC in fresh and canned juice samples collected from local markets. The obtained results agreed fairly well with the data obtained by the standard method.
Introduction
The organism's status regarding cell damage is defined as oxidative stress caused by enhanced release of oxygenated free radicals [1] . These excessive amounts of free radicals arising physiologically the antioxidant activity of the analyzed medium [40] . Another potentiometric antioxidant capacity assessment was reported in literature and applied in biological samples, food and drinks. It was based on the use of the free radical generator 2,2 -azobis(2-amidinopropane) dihydrochloride (AAPH) with K 3 [Fe(CN) 6 ]/K 4 [Fe(CN) 6 ] as a system mediator [41] . The sample underwent reaction with AAPH, so the antioxidants' concentration is lowered, as a consequence of the interaction with peroxyl radicals generated from AAPH decay in phosphate buffer solution pH = 7.40 at 37 • C. Another potentiometric assay for TAC was reported using an I 2 /I − mediator redox couple in 0.1 M, pH = 6.7 phosphate buffer. A Pt electrode was used as an indicator electrode [42] .
2,6-Dichlorophenolindophenol (DCPIP) is a chemical used as a redox. DCPIP can also be used as an indicator for the assessment of ascorbic acid (vitamin C). If vitamin C, which is a good reducing agent, is present, the blue dye, which turns pink in acid conditions, is reduced to a colorless compound by ascorbic acid. Pharmacological experiments suggest that DCPIP may serve as a pro-oxidant chemotherapeutic targeting human cancer cells in an animal model of human melanoma; DCPIP-induced cancer cell death occurs by depletion of intracellular glutathione and upregulation of oxidative stress [43] .
The goal of this work was to develop a method for the potentiometric determination of ascorbic acid and phenolic antioxidants, and to evaluate their contribution to the total antioxidant capacity of beverages. The method is based on the preparation and characterization of novel potentiometric ion sensors for measuring 2,6-dichlorophenolidophenolate ion (DCPIP). The membrane sensors consist of Cu II -neocuproin/2,6-dichlorophenolindophenolate ([Cu(Neocup) 2 ][DCPIP] 2 ) (sensor I), or methylene blue/2,6-dichlorophenolindophenolate (MB/DCPIP) (sensor II) ion association complexes in a plasticized PVC matrix. The proposed sensors revealed good performance features such as high sensitivity with reasonable selectivity for DCPIP ion, long term stability, and good precision. The constructed sensors were applied for accurate quantification of DCPIP dye under static and flow mode of operations. The method was applied for ascorbic acid and phenolic antioxidants determination, and their contribution to the total antioxidant capacity of beverages was evaluated.
Materials and Methods

Equipment
All EMF measurements were carried out at 25 ± 1 • C using pH/mV meter (Orion 720 SA-Cambridge, MA, USA). The measuring cell consists of DCPIP membrane sensors in conjunction with Ag/AgCl double-junction reference electrode (Orion 90-00-29). For flow-through measurements, a peristaltic pump (Ismatech MS-REGLO, Wertheim, Germany) and an injection valve provided with 4-port injection (Omnifit, Cambridge, UK) and a sample loop of 100 µL were employed. The potential readout signals were collected using data acquisition (eight-channel electrode-computer interface (Nico-2000 Ltd., London, UK) and Nico-2000 software).
Reagents and Chemicals
All chemicals and reagents were of analytical grade and used as received. Solutions were prepared with doubly distilled water. 2,6-Dichlorophenolindophenol sodium salt (DCPIP), high molecular weight poly(vinyl chloride) PVC, ascorbic acid, o-nitrophenyloctylether (o-NPOE), dioctylphthalate (DOP), tetrahydrofuran (THF) and neocuproin were purchased from Fluka (Ronkonoma, NY, USA). Sodium sulfate and methylene blue were purchased from BDH Chemicals Ltd. (Dubai, UAE). 2,2-Diphenyl-1-picrylhydrazyl (DPPH); L-ascorbic acid (Asc), catechol (Cat), caffeic acid (Caf), pyrogallol (Pyr), gallic acid (Gal) and ferulic acid (Fer) were purchased from Sigma-Aldrich (St. Louis, MO, USA).
For the preparation of (MB/DCPIP) and ([Cu(Neocup) 2 ][DCPIP] 2 ) ion association complexes, either methylene blue or [Cu(Neocup) 2 ] 2+ (10 mL, dissolved in ethanol, then added a few drops of 0.1 M CuSO 4 solution) solutions were mixed with 1.0 × 10 −1 M DCPIP solution (10 mL) and stirred for 15 min. Two colored precipitates were formed, respectively, filtered off, washed with doubly distilled water, and left to dry overnight at room temperature. A 1.0 × 10 −1 M stock DCPIP solution was prepared in doubly distilled water. Stock solutions of the antioxidants (0.01 M) were prepared by dissolving weighed amounts of the substances in an appropriate volume of water and they were kept in dark vials in a refrigerator. More dilute solutions were freshly prepared when needed by dilution of the stock solutions with water. Interfering ion solutions for selectivity measurements were prepared using 0.01 M solutions of the sodium salts of phosphate, citrate, chloride, bromide, thiocyanate, nitrate, nitrite, iodide, and acetate.
Membrane Preparation and Sensor Construction
The membrane-based sensors were prepared by dissolving the ion-association complex (either MB/DCPIP or [Cu(Neocup) 2 ][DCPIP] 2 , 2 mg), the plasticizer (either DOP or o-NPOE, 133 mg), and PVC (66 mg) in THF (3 mL). This dissolved cocktail is poured into a glass ring (with an inner diameter of 22 mm) resting on a smooth glass sheet and then covered with a filter paper. The solution is left to dry overnight. The resulting membrane (0.5 mm thickness) was sectioned with a cork borer then glued with THF to a PVC tube. An Ag/AgCl wire (3 mm) was employed as an internal reference electrode and immersed in an internal filling solution consists of a mixture of equal volumes of 1.0 × 10 −4 M 2,6-DCPIP and 0.01 M KCl. All membrane sensors were soaked in 1.0 × 10 −4 M 2,6-DCPIP for conditioning towards calibration and stored at the same conditions when not used.
Direct Potentiometric Measurements
For static measurements, DCPIP membrane-based sensors in conjunction with a Ag/AgCl double junction reference electrode were immersed in a 50 mL beaker which contains 10 mL of 30 mM Tris buffer (pH = 7). Aliquots (0.5 mL) of standard 2,6-DCPIP solutions over concentrations ranging from 1.0 × 10 −4 -1.0 × 10 −1 M were added and the potential of the following cell was recorded.
Ag|AgCl|sat. KCl|0.1 M CH 3 COOLi/sample solution||PVC membrane||1.0 × 10 −4 M 2,6-DCPIP + 1.0 × 10 −2 M NaCl solution|AgCl|Ag.
A calibration curve is constructed by plotting the change in the potential readings against log[DCPIP] anion. The obtained curve is used for determination of 2,6-DCPIP unknown concentrations under the same conditions.
Flow Injection Setup
For flow injection analysis a tubular detector was constructed by using membrane cocktail as previously mentioned [44] . The flow-injection manifold is shown in Figure 1 . The sensing membrane consists of 2 mg of different ion association complex, 66 mg of PVC and 130-133 mg of DOP plasticizer dissolved in 3 mL THF solvent. After that a window of 0.5 cm length and 2 mm width is made on a Tygon tube and a micro-dropper is used to drop from each cocktail on the surface of the window and left to allow slow evaporation of the solvent at room temperature forming a thin film with a thickness of approximately 0.1 mm. After that the tube is put in a pipette tip which is closed by a piece of Parafilm. The constructed sensors were conditioned in equal volumes of 1 × 10 −4 M 2,6-DCPIP and 1 × 10 −2 M KCl overnight. The sensing cell was 40 cm away from the injection valve, the end of the tube was placed in 100 mL beaker which contains the reference electrode.
Potentiometric Determination of Phenlic Antioxidants
A series of potentiometric monitoring was performed in which the sensor based on ([Cu(Neocup) 2 ][DCPIP] 2 ) (sensor I) was used as an indicator sensor. Test solutions containing single phenolic antioxidants (e.g., Cat, Caf, Pyr, Gal or Fer) or either binary mixtures (e.g., Cat + Fer, Fer + Pyr or Caf + Gal) or ternary mixtures (e.g., Cat + Fer + Pyr) were titrated with 1.0 × 10 −2 M DCPIP solution. The concentration of each phenolic compound was determined (1 mol DCPIP = 1 mol Cat or Caf = 2 mol Fer; and = 2/3 mol Gal or Pyr).
Total Antioxidant Capacity Assay in Beverages
The usefulness of the constructed sensors is determined by their ability to measure the total antioxidant capacity (TAC) concentration in beverage samples collected from local markets. 2,6-DCPIP membrane sensor-based (MB/DCPIP) or ([Cu(Neocup) 2 ][DCPIP] 2 ) ion association complexes with the reference electrode were immersed in a 50 mL beaker containing 30 mL of the sample. The solution was titrated using two concentrations (1.0 × 10 −3 and 1.0 × 10 −4 M) of 2,6-DCPIP redox dye solution.
After each volume addition, the potential readings were recorded. The equivalence point for the titration was calculated from the sharp inflection break or from first derivative curves, and the TAC concentration expressed was measured as mg/L ascorbic acid. 10-100 mg/L standards of ascorbic acid were taken as control and quantized by the same procedure described above. The results obtained from potentiometric titration were compared with the standard DPPH method expressed as mg/L ascorbic acid (AA) [45] .
Results and Discussion
Performance Characteristics of the Sensors
2,6-DCPIP anion reacts with [neocuproin-Cu II and methylene blue dye] cations forming two 1:2 and 1:1 water insoluble ion association complexes, respectively ( Figure 2 ). They were prepared and characterized as novel selective sites for 2,6-DCPIP in plasticized PVC matrix membrane sensors. The membrane composition was 66.2 wt.% plasticizer, 32.8 wt.% PVC and 1 wt.% the ion association complexes.
For each carrier, membrane sensors (n = 4) were prepared and the performance characteristics were evaluated during 6 months according to IUPAC recommendations [46] . For optimizing the membrane composition, the effect of plasticizer was tested. The response characteristics of ion-selective sensors were influenced by the polarity of the plasticizer in the membrane. [DCPIP] 2 ) membrane-based sensor, the slope and detection limit were decreased from −82.2 ± 1 to −56.2 ± 1.7 mV/decade and from 7.9 × 10 −5 to 2.3 × 10 −5 M upon using (DOP, = 8) instead of (o-NPOE, = 24). In addition, the calibration slope and lower limit of detection of (MB/DCPIP) membrane based sensor were −59.5 ± 1.4, −51.6 ± 2 mV/decade and 4.5 × 10 −5 , 3.4 × 10 −5 M upon using o-NPOE and DOP plasticizers, respectively. It can be seen that membranes containing DOP gave more favorable lower detection limits and wide range of linearity than those containing o-NPOE plasticizer. The calibration curves of the previous sensors are shown in (Figure 3 ) and the performance potentiometric characteristics are listed in Table 1 . 
Method Robustness and Ruggedness
The ability of the present proposed method to remain unaffected by deliberate change of method parameters was also tested. Some of these are pH, sample size, carrier flow rate (in FIA) and injection volume were varied within a realistic range, and the quantitative influence of the variables is determined. In addition, four different sensor assemblies with two different instruments on different days were used for repetitive determination of different sample sizes of 2,6-DCPIP. Repeatability (within-day) and reproducibility (between-days) measurements showed potential variation in the range of 2-3 mV. These results revealed that the influence of these parameters was within the specified tolerance and the variations are considered within the method's robustness range.
A study of pH effect for 2,6-DCPIP-based sensors were performed over the pH range 2-10 using two concentrations:1.0 × 10 −2 and 1.0 × 10 −3 M of this dye. The pH of these solutions was set by adding small volumes of concentrated NaOH and HCl solutions and that is by using combined glass-pH electrode. The EMF outputs were plotted against values of pH ( Figure 5 ). As shown in these curves potential readings weren't stable mostly but shown a distinct stability at 6.5-7.5 pH range and hence 30 mM Tris buffer (pH 7) with 0.01 M Na 2 SO 4 to adjust the ionic strength was chosen for subsequent potentiometric measurements. The dynamic response time of ion association complexes-based sensors was examined by measuring time to reach a steady and stable potential using 10-fold different concentrations of standard 2,6-DCPIP solutions ( Figure 6 ). The response time of the proposed sensors was <20 s to reach~95% of equilibrium response for 1.0 × 10 −3 -1.0 × 10 −5 M 2,6-DCPIP solution. The selectivity coefficients of the proposed sensors were examined and summarized in Table 3 . Applying "the fixed interfering method" [47] , using Equation (1):
where a A is the activity of 2,6-DCPIP when the EMF reaches saturation value determined by the value of a B which represents the constant activity of interfering ions.
As shown in From the results presented above, we can conclude that sensors based on DOP are recommendable over o-NPOE ones for almost DOP are recommendable over o-NPOE ones for almost all of the studied interfering ions. On the other hand, we draw readers' attention to: (i) strong interference from acetate and (ii) fact that chloride, bromide and nitrite (in some sensors) interfere more than nitrate. In other words, the selectivity series deviate from that of Hofmeister'. Thus, the invented ion-association complexes act as charged ionophores, and this is interesting. Table 3 . Selectivity coefficients (log K DCPIP, J ) ± SD obtained for the proposed sensors.
Potentiometric Determination of Phenolic Antioxidant Compounds
In accordance with the following reaction equation, 1 mole of DCPIP oxidizes two phenolic OH groups:
The DCPIP membrane sensor based on ([Cu(Neocup) 2 ][DCPIP] 2 was also used for monitoring some phenolic antioxidants (e.g., Cat, Caf, Pyr, Gal or Fer), singly or in binary and ternary mixtures, with a standard DCPIP solution. According to the oxidation potentials of each phenolic compound, all are oxidized by DCPIP at pH = 6.5. It was found that either Cat or Caf consume 1 mol of DCPIP in which the two phenolic OH groups are oxidized by DCPIP. For ferulic acid (Fer), 1 mol of DCPIP consumes 2 mol of Fer. This is attributed to the presence of only one phenolic OH group. On the other hand, 2 mol of Pyr or Gal consume 3 mol of DCPIP due to the presence of three phenolic OH groups. Table 4 presents results obtained for determination of some mixtures of phenolic antioxidants. The mean average recoveries calculated for the pooled data for these singly or in binary and ternary mixtures are also shown in Table 4 . 
Analytical Applications
The proposed sensors were applied to the assessment of total antioxidant capacities (TACs) in different juice samples collected from local markets. These samples may contain either natural juices or have flavors and aromas extracted from natural fruits. These natural aromas and flavors are responsible for the antioxidant properties. The obtained results for the collected samples showed different antioxidant capacities. All are expressed in terms of ascorbic acid (AA) concentration as shown in Table 5 . The proposed method is based on using two concentrations (1.0 × 10 −3 and 1.0 × 10 −4 M) of 2,6-DCPIP redox dye in titrating the total content of ascorbic acid and phenolic antioxidants in the desired samples. Titration curves were constructed by plotting potential readings against volume of the dye. A pink color which persists for 30 s after the addition of one drop of the 2,6-DCPIP dye is considered the end point of the titration. From the results shown in Table 5 , fresh lemon and orange juices are the ones producing the higher antioxidant capacities and canned juice with low concentration content (~10%) the lowest values. The presence of TAC in natural juices or canned juices may result from naturally occurring antioxidants or others formed during its processing/storage. For comparison, the samples were analyzed by the standard DPPH method. For According to this, there is no remarkable difference between the performance of the standard and the proposed methods. The proposed sensors show a good applicability in the assessment of TACs content in real samples.
Conclusions
A simple low-cost potentiometric membrane sensor for static and hydrodynamic monitoring of 2,6-DCPIP is presented. The potentiometric membranes are based on the incorporation of the ion association complexes of 2,6-DCPIP with either neocuproin/Cu 2+ and methylene blue. The sensors showed fast response, good selectivity, and compatibility with automated systems. Optimization of the proposed method in addition to its validation for the assay of 2,6-DCPIP enables accurate, precise, and fast assay of 2,6-DCPIP levels as low as 7.72 µg/mL. The great advantage of these membranes is their applicability in estimation of total antioxidant capacity (TAC) in fresh and canned juice samples without any further pre-treatment. pH adjustment may be sometimes necessary. The estimated TAC values determined by the proposed method were compared with the standard DPPH method ones. According to the values obtained, there is no remarkable difference between the performances of the two methods. This is due to the fact that the potentiometric response of the proposed sensors is influenced strongly by the oxidation of the total antioxidants present in the sample by DCPIP reducing dye. Overall the presented method is precise, cheap, characterized by small volumes of reagents used, simple instrumentation, and ease of manipulation. 
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